. Depletion of Has1 from 66S pre-ribosomes results in a 60S subunit deficit. (A) Cell lysates from wild type yeast and pAS24-HAS1 and GAL-HAS1 depletion strains grown in galactoseor glucose-containing medium were loaded onto sucrose gradients and subjected to centrifugation to resolve 40S, 60S and 80S monosomes and polysomes. (B) Sucrose gradient fractions were analyzed for sedimentation of Has1 by western blotting with the anti-Has1 antibody. The 40S peak contains 40S subunits and 43S pre-ribosomes, the 60S peak contains 60S subunits and 66S pre-ribosomes, and the 80S peak contains 80S monosomes and 90S pre-ribosomes. Fraction number is indicated below. (C) Cell lysates were analyzed for Has1 expression after time-course depletion by western blotting using anti-Has1. L25, loading control. Figure S2 . Has1 and Nog2 are mutually exclusive for association with 66S pre-ribosomes. Silver staining (left) and western blotting (right) of proteins that copurify with Has1-and Nog2-TAP reveal that the two proteins are not found in the same pre-ribosomal particles. Enp1-TAP is a control for 90S/43S pre-ribosomes and Rpf2-TAP is a control for 66S pre-ribosomes. Asterisks indicate IgG that was stripped from beads during purification. Figure S3 . Pre-ribosomal particles are largely intact but shift to earlier intermediates after Has1 depletion. (A) Consecutive pre-ribosomal particles were purified using TAP-tagged assembly factors (Nop7, Rpf2, Rrp5, Nsa1, Arx1) in the presence (gal) and absence (glu) of the Has1 protein. Proteins found in successive pre-ribosomal intermediates were resolved by SDS-PAGE and visualized by silver staining. The locations of Has1 and TEV protease that were used to elute pre-ribosomes from IgG-coated beads are indicated. (B) Pre-ribosomes were purified from the GAL-HAS1 RPF2-TAP strain after shifting to glucose-containing media for the indicated period of time (hours in glu) followed by a shift back to galactose-containing media for four hours if indicated (−/+). A silver stained SDS-PAGE gel is shown (left), as well as western blots for individual proteins (right). Better separation of nucleotides in 5.8S rRNA reveals additional residues that are more accessible to chemical modification in the absence of Has1. Primer extension of modified RNA was carried out as in Figure 6A using the 5´ ITS2 oligo and the sequencing gel was run longer to better resolve nucleotides 2875-2913. Nucleotides that become more modified in the absence of Has1 are indicated by grey circles. Nucleotide positions are indicated for 35S pre-rRNA. (B) The No DMS control is shown for the GAL-HAS1 strain grown in galactose (Gal) and glucose (Glu) containing media. Primer extension was carried out with the 5´ ITS2 oligo and a region of 5.8S rRNA is shown.
